Background: Kawasaki disease (KD) is a type of febrile coronary vasculitis occurring in children. Some researchers have suggested that changes in genetic signatures, such as matrix metalloproteinases (MMPs), are critical markers for cardiovascular diseases. This study aims to provide a comprehensive survey of global DNA methylation levels and MMP transcripts of KD patients compared to control subjects.
INTRODUCTION
Kawasaki disease (KD), also known as mucocutaneous lymph node syndrome or infantile periarteritis nodosa, inflames the walls of both smalland medium-sized blood vessels (vasculitis), particularly coronary arteries, throughout the body. KD typically affects children under the age of five years [1] . The most serious cardiovascular complications of KD are the result of coronary artery lesions (CALs) caused by inflammation, including myocardial infarctions, coronary artery fistula formations [2] , coronary artery dilatations, and coronary artery aneurysms (CAAs) [3] . Although this disease can be controlled, nearly 20% of children who do not receive treatment suffer a CAA [2] , which may lead to death in severe cases.
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Matrix metalloproteinases (MMPs) may maintain the structure and function of coronary vascular walls [4] . MMP-9 and -7 are well known to influence CAA formation in KD [5, 6] . Shimizu et al. reported that haplotype analyses showed MMP-3 and -12 in the gene cluster on Chromosome 11 in CAA formation in KD patients [7] . The proinflammatory cytokine tumor necrosis factor-α (TNF-α) that stimulates MMP-9 production was also correlated with vascular damage in a KD model [8] .
Epigenetics describes the acetylation pattern of the genome and DNA methylation and subsequently leads to changes in the chromatin structure [9] . In short, DNA methylation can deactivate genes through DNA methyltransferases [10] . In contrast, demethylation alterations of CpG sites indicate a contradictory change in gene expression [11] . In previous studies, we found that IVIG treatment significantly altered methylation patterns in KD patients [12] and that KD patients demonstrated considerably increased mRNA expression in TLRs and hypomethylation at the gene promoters of TLRs [13] . IVIG treatment can restore the methylation level of TLRs and decrease these TLRs' mRNA expression [13] . No studies have yet surveyed all the MMP-1~28 in the same report or performed analysis with methylation profiles. Therefore, in this study, we comprehensively examined the mRNA expressions of MMPs-1~28 and analyzed changes in methylation levels in two different stages of KD patients, as well as two types of controls.
RESULTS

Differential expression of MMP mRNA levels among KD patients and controls and changes after IVIG treatment
To investigate MMP1-28 transcripts expression, we used Affymetrix GeneChip ® Human Transcriptome Array 2.0 to determine their expression levels. Table 1 shows that KD patients had a differential expression of MMPs when compared to both the healthy and febrile control subjects. The mRNA levels of MMP-8, -9, and -25 were significantly higher in KD patients than in the healthy control and febrile control groups. These values significantly decreased in KD patients after undergoing IVIG treatment ( Figure 1 ). We observed no noteworthy differences in the remaining MMPs among the groups or in KD patients following IVIG treatment. 
Significantly altered CpG sites on MMPs between KD patients and controls
We adopted Illumina HumanMethylation450 BeadChip (Illumina) to assess the methylation patterns of CpG sites on MMPs between KD patients and both types of control subjects (Table 2a-2g ). The MMP methylation levels were found to vary considerably in the acute stage of KD patients compared to the healthy and febrile controls (Table 2a-2g) . Furthermore, the methylation levels of MMP1-28 were significantly lower in acutestage KD patients compared to the healthy and febrile controls (Table 2a-2g) . After KD patients underwent IVIG treatment, the methylation status of MMP-2, -9, -14, -15, and -16 was significantly increased, while the remaining MMPs were significantly decreased (Table 2a-2g) . Decreased methylation results in greater gene expression [12] , so we focused on the correlation between DNA methylation patterns and gene expressions. As shown in Figure 2 , MMP-9 demonstrates a hypo-methylated status in KD patients not yet treated with IVIG compared to the control subjects and the KD patients already treated with IVIG. Therefore, the mRNA expression level and DNA methylation of MMP-9 represent a negative correlation, thus indicating that DNA methylation can repress gene 
MMP-8, -9 and -25 expressions in peripheral white blood cells (WBCs) of KD patients and controls
We examined the mRNA levels of MMP-8, -9, and -25 in a separate cohort consisting of 31 KD patients and 46 controls (23 healthy and 23 febrile controls) using realtime PCR. We found higher MMP-8 (p =0.004), MMP-9 (p =0.024), and MMP-25 mRNA levels (p = 0.002) in the WBCs of KD patients than in those of the controls, as shown in Figure 3 . Such findings are consistent with the Affymetrix GeneChip ® Human Transcriptome Array 2.0 results. Moreover, the mRNA level of MMP-9 was greater in KD patients who developed CAL than those who did not (p = 0.035) (Figure 4) .
DISCUSSION
To the best of our knowledge, ours is the first study to comprehensively survey global DNA methylation levels and transcripts of MMPs between KD patients and control subjects. Our noteworthy observations include the epigenetic hypomethylation and upregulation of MMP-9 in KD, as well as the increase of mRNA levels of MMP-9 in KD patients with CAL formation.
Cardiovascular complications are the leading cause of morbidity and mortality in KD patients [14] . Coronary dilatation followed by aneurysm occurs in 20-25% of KD children who do not receive treatment [15, 16] . Undergoing IVIG treatment can effectively decrease the likelihood of CAA formation, but its effect on etiology aneurysm formation remains unclear [14, 17] . An increasing amount of evidence has also suggested that children with KD are at a long-term risk for subsequent cardiovascular events, possibly due to the endothelial dysfunction and inflammation of the coronary and systemic arteries [18, 19] . MMPs have an important controlling influence regarding maintaining coronary vascular wall structure and function [4] . Previous studies have reported a significant correlation between MMP-9 with coronary artery disease [20] and outcomes after acute myocardial infarction [21] . The overexpression of MMP-2, -8, -9, and -12 was related to abdominal aortic aneurysm [22] . Likewise, MMP-8, -9, and -12 seem to be associated with collagen I and collagen III, as well as their degradation products and vascular remodeling [22] . More importantly, Newby et al. proposed that MMP-mediated macrophage invasion and tissue destruction fosters the ideal environment for atherosclerotic plaque rupture [23] .
While increasing evidence has indicated that cytokine profiles are related to the pathogenesis of KD, the actual CALs involved remain unclear. MMP-3 and -12 haplotypes have been correlated with CAA formation in patients with KD [7] , while MMP-11 polymorphism may be correlated with KD in Korean children [24] . Furthermore, diffuse and strong staining of MMP-9 was observed in coronary lesions of children who died from KD [25] , as was an increased MMP-9 expression in vascular endothelial cells induced by the serum of KD patients [26] . Remarkably, MMP-9 activity can aid in breaking down elastin [27] , so hampering such activity can improve coronary artery inflammation in a KD animal model [28] . IVIG treatment can also inhibit monocytes that express MMP-9, thus decreasing chemotactic migration of monocytes and CAL development [29] . was showed negative tendencies and were observed to change in both the healthy and febrile control subjects, as well as KD patients before and after receiving intravenous immunoglobulin treatment. The histogram and curve are presented as mean ± standard error. b. We used scatter plots to demonstrate the correlations between mRNA levels and DNA methylation, which show that mRNA levels were negatively correlated with DNA methylation (Pearson's correlation coefficient approximately -0.603 and p < 0.001).
Another study showed that treatment with TNF-α [30] and advanced glycation end products decrease the promoter DNA methylation and increase the endogenous expression of MMP-9 in the human keratinocyte cell line [31] . Moreover, oxidized low-density lipoprotein significantly increased primary human aortic smooth muscle cell migration by decreasing DNA methylation levels and increasing MMP-9 expression [32] , which supports our finding that expression abundance of MMP-9 can be altered and negatively correlated with the methylation profile. In our previous studies, we have described KD patients showing remarkably increased mRNA expression in TLRs and hypomethylation at TLR gene promoters [13] . Interestingly, Soria-Valles at al. showed that MMP-25 could activate the innate immune response [33] . Similarly, our study has also found increased transcripts of MMP-8, MMP-9, and MMP-25 in KD, indicating that these proteinases may be potential therapeutic targets for KD.
Prostaglandin E2 (PGE2) is a prostanoid created by almost all vascular cell types and takes part in vascular wall remodeling by regulating MMP activities [34] . PGE2 can further stimulate MMP-9 expression in inflammatory cells [35] , and we discovered that plasma PGE2 is correlated with the prevention of IVIG resistance and CAL formation through CD40L in KD [36] . A previous study found that transcripts correlated with MMP-9 and interferon-gamma in PBMC in patients with coronary artery ectasia [37] , while we observed an association among IFNG gene polymorphisms, susceptibility to KD, IVIG responsiveness, and plasma IFN-γ levels in KD patients [38] . In this study, we demonstrated that MMP-9 was not only upregulated in KD but also had a significant correlation with CAL formation in Taiwanese KD patients. These observations provide insight into the association among inflammatory cytokines, matrix metalloproteinases, and CAL formation in KD. As a result, we may use MMP gene expression and DNA methylation as KD biomarkers to develop an effective KD diagnosis model. This study has various limitations. First, we do not know if potential changes in methylation occur due to an association with decreased inflammation or due to the IVIG treatment. Second, we use total WBCs in this study, but determining whether specific types of blood cells, such as regulatory T cells, or specific markers show epigenetic changes with IVIG or KD would be productive and interesting.
CONCLUSIONS
Our report is the first to observe DNA hypomethylation, an increased MMP-9 transcript in KD compared to controls and an upregulation of MMP-9 in KD patients with CAL formation.
MATERIALS AND METHODS
Patients
For this study, we recruited a total of 54 subjects from Kaohsiung Chang Gung Memorial Children's Hospital in Taiwan in this study. Of those, 18 subjects were fever controls (with fever but not diagnosed to have KD), 18 subjects were healthy controls (with a history of neither fever nor KD), and the remaining 18 subjects were KD patients who had had samples collected both before and after IVIG treatment, met the American Heart Association diagnosis criteria, which is characterized by prolonged fever for more than five days, conjunctivitis, diffuse mucosal inflammation, polymorphous skin rashes, indurative edema of the hands and feet associated with peeling of the finger tips, and non-suppurative lymphadenopathy [39, 40] , and received IVIG treatment at the hospital. Using a separate cohort, we performed realtime quantitative PCR validations of mRNA levels in 31 KD patients, 23 healthy controls, and 23 febrile controls. The patients in the fever control group had diagnoses of acute tonsillitis, croup, acute bronchitis, or urinary tract infection. We took peripheral blood samples from KD patients at two points: prior to being treated with IVIG (pre-IVIG) and at least three weeks after completing IVIG treatment (37.8 ± 4.0 days), as described in our previous studies [36] . A CAL was defined as a coronary artery with an internal diameter of at least 3 mm (4 mm if the subject was older than 5 years) or a segment with an internal diameter at least 1.5 times larger than that of an adjacent segment, as observed through echocardiography [14, 41] . This study received approval from the Chang Gung Memorial Hospital's Institutional Review Board (IRB No.:101-4618A3), and we obtained written informed consent from the parents or guardians of all subjects. All of the methods used comply with the relevant guidelines established.
Experiment design
First, we collected whole blood samples from the subjects and subjected said samples to WBC enrichment, as described in a previous study [12] . The enriched WBC samples were then subjected to either RNA or DNA extraction. We used an isolation kit (mirVana™ miRNA Isolation Kit, Catalog number: AM1560, Life Technologies, Carlsbad, CA) following the manufacturer's instructions to isolate total RNA and measured the collected RNA samples using Bioanalyzer (ABI) and Qubit (Thermo) to calculate both the quality (RIN value) and quantity of the RNA. All RNA samples passed the criterion of RIN≧7. We isolated the DNA samples and treated them with bisulfite as previously described in another study [42] .
Gene expression profiling with microarray
For strong, unbiased results, pooled RNA libraries were created by evenly pooling six RNA samples, which resulted in three pooled normal control, three fever control, three pre-IVIG, and three post-IVIG libraries. We submitted the pooled RNA samples to microarray assay to establish the gene expression profiles. We further performed profiling with GeneChip ® Human Transcriptome Array 2.0 (HTA 2.0, Affymetrix, Santa Clara). We used the WT PLUS Reagent kit to prepare the RNA samples and then performed hybridization on the HTA 2.0 microarray chips. In accordance with the Affymetrix instruction manual, the raw data of the HTA 2.0 chips underwent quality control examination, as previously described [13] .
DNA methylation profiling with Illumina M450K BeadChip
We used Illumina HumanMethylation450 (M450K) BeadChip to perform genome-wide screening of DNA methylation patterns. The M450K BeadChip program was created to detect methylation patterns of approximately 450,000 CpG markers, thus spanning the entire human genome. Additional information about M450 BeadChip can be found at the following website: http://support.illumina.com/array/array_kits/ infinium_humanmethylation450_beadchip_kit.html. For each M450K BeadChip assay, we applied 200 ng of bisulfite-converted genomic DNA in accordance with the manufacturer's instructions, as previously described [12] . Then, we calculated the methylation percentage of cytosine for each CpG marker in each sample, referring to them as β values.
RNA isolation and real-time quantitative RT-PCR
In order to quantify the mRNA levels of MMP-8, -9, and -25, we performed real-time quantitative PCR using the ABI 7700 Sequence Detection System (TaqMan; Applied Biosystems, Inc., Foster City, CA). We separated the total mRNA from the WBC using an isolation kit (mirVana™ miRNA Isolation Kit, Catalog number: AM1560, Life Technologies, Carlsbad, CA), following the manufacturer's instructions. We performed PCR using a SYBR Green PCR Master Mix containing 10 μM of specific forward and reverse primers. The relative quantification of gene expression was carried out based on the comparative threshold cycle (C T ) method, through which the target amount was determined to be 2 −(ΔCT target − Δ CT calibrator) or 2 −ΔΔCT [43] . Primers were designed to amplify the target genes, which are provided in Table 4 . We performed all experiments twice for verification and to validate the amplification efficiencies.
Statistical analysis
We have presented all data as mean ± standard error. The chips that passed the quality control criteria were analyzed with Partek (Partek, St. Louis), commercial software designed specifically to analyze microarray data. Using Partek, we conducted ANOVA analysis and reported the p-values of the comparisons of interest as previously described [13] .
We applied Student's t-test or one-way ANOVA, as appropriate, to analyze the quantitative data. Furthermore, we evaluated any data changes before and after IVIG treatment with the paired sample t-test. All statistical analyses were carried out using SPSS version 22.0 for Windows XP (SPSS, Inc., Chicago, USA), and a twosided p-value less than 0.05 was considered statistically significant.
